The purpose of this study was to establish longitudinal reference ranges for fetal ultrasound biometry measurements and growth parameters in twin pregnancies.
INTRODUCTION
The mean birth weight adjusted for gestational age in twin pregnancies is lower compared to singletons at the end of the second trimester (1) . Nevertheless, neonatal mortality appears to be similar in both groups (2) . Therefore, it is unclear whether smaller growth in twins should be interpreted as normal or pathological (3, 4) .
Fetal size and weight can be evaluated prenatally by ultrasound. However, most centers still use singleton reference charts in the assessment of twin pregnancies, which leads to frequent diagnosis of fetal growth restriction (5) . Under these circumstances, subsequent management usually includes serial growth scans and fetal well-being tests. These measures will inevitably increase parental anxiety and financial costs. Moreover, false-positive results may eventually lead to mismanagement of the pregnancy and unnecessary iatrogenic deliveries.
The aim of this study was to establish longitudinal reference ranges for ultrasound fetal biometry and growth parameters in uncomplicated, twin pregnancies from our study population.
MATERIALS AND METHODS
This was a prospective study conducted at the Twin's Clinic, Hospital das Clínicas da 
Participants
Women at less than 21 weeks of gestation and with an uncomplicated, naturally conceived, diamniotic, twin pregnancy were included in the study. Those who abandoned follow-up, pregnancies with unknown outcomes or pregnancies that were complicated by oligohydramnios, increased umbilical artery pulsatility index (above the 95 th percentile), pre-eclampsia, gestational diabetes, placenta previa, twin-to-twin transfusion syndrome, fetal structural malformation, chromosomal abnormalities, or fetal death were excluded.
Pregnancy outcome information was obtained from hospital notes and delivery records or by direct phone contact with the patients. Chorionicity was confirmed by histological examination of the placenta after delivery.
Gestational age was calculated from the first day of the last menstrual period (LMP) and confirmed either by an ultrasound crown-rump length measurement during the first trimester or by an estimate based on multiple ultrasound parameters (biparietal diameter [BPD], head circumference [HC], abdominal circumference [AC] and femur length [FL] ) of the larger fetus during the second trimester. When the first day of the LMP was uncertain or unknown, or when there was a discrepancy between gestational age based on the LMP and ultrasound dates, gestational age was determined based on the earliest ultrasound findings.
Ultrasonography protocol
At the first evaluation, each twin was defined as ''1'' or ''2'' according to the relative position of its amniotic sac and the uterine internal cervical os. This definition was used throughout all subsequent examinations, which were performed every three weeks. Scans were carried out transabdominally with a 3.5-MHz curvilinear transducer and a Corevision SSA-350A (Toshiba, Japan), Envisor (Philips, Netherlands), or Voluson (General Electric, Austria) ultrasound machine.
At each visit, BPD, occipitofrontal diameter (OFD), HC, AC, and FL measurements were obtained for each fetus according to standard techniques ( Figure 1 ) (6). Fetal weight was estimated according to the mathematical formula proposed by Hadlock et al. (7) , and BPD/OFD, HC/AC, and FL/AC ratios were calculated for each fetus.
Statistical analysis
All data were prospectively recorded in a computer fetal database system and exported to a Microsoft Excel spreadsheet. Statistical analysis was performed with MLwiN version 2.19 (Centre for Multilevel Modelling, University of Bristol, United Kingdom).
The data were tested for normal distributions using the Kolmogorov-Smirnov test, and variables that were not normally distributed underwent transformation. Multilevel regression analysis was performed to examine the associations between each parameter and gestational age and to construct reference curves for the full gestation period. In the multilevel analysis, the first level was the variance between measurements obtained from the same fetus, the second was the variance between fetuses within the same pregnancy, and the third was the variance between different pregnancies. Values corresponding to the 5 th , 10 th , 50 th , 90 th , and 95 th percentiles at each gestational week were determined for each fetal growth parameter.
RESULTS

Participants and pregnancy outcomes
A total of 200 women with twin pregnancies were recruited for the study, and 75 (37.5%) were excluded for the following reasons: three abandoned follow-up, seven had an unknown pregnancy outcome, and 65 developed clinical or obstetrical complications. The final study group included 125 women with normal pregnancy outcomes.
The mean gestational age at delivery was 35.5¡2.9 weeks, and the mean birth weight was 2,266¡546 g. Regarding chorionicity, 103 pregnancies (82.4%) were dichorionic, 16 (12.8%) were monochorionic diamniotic and chorionicity was not determined in six (4.8%) cases.
Ultrasound measurements
A total of 807 ultrasound examinations were performed between 14 and 38 weeks of gestation (6.5¡1.4 scans/ pregnancy). Gestational age at the first scan was 17.9¡2.0 weeks, and the mean interval between ultrasound examinations was 3.0¡0.6 weeks. All examinations were performed by a group of eight experienced physicians, and measurements of both fetuses were successfully obtained in all examinations.
To normalize the distribution, the square roots of femur length measurements were calculated, and the biparietal and occipitofrontal diameters, head and abdominal circumferences, estimated fetal weight, and FL/AC ratio were logtransformed.
All of the ultrasound parameters showed significant correlations with gestational age. 
DISCUSSION
In this study, longitudinal reference ranges for traditional ultrasound fetal growth parameters in uncomplicated, twin pregnancies were established from our study population. Although twin ultrasound reference ranges have been published based on large sets of cross-sectional data (8) , studies based on longitudinal data are more appropriate to evaluate fetal growth (9) (10) (11) . From a strictly statistical perspective, ranges derived from cross-sectional data should be considered to indicate size curves, which are suitable for single observations, rather than growth curves.
In a longitudinal study, serial measurements are obtained from the same fetus at different gestational ages. However, previous longitudinal studies have applied simple polynomial regression analysis. On the other hand, we based our statistical analysis on multilevel modeling (12) , which takes into account variance in measurements obtained from the same fetus at different occasions, variance related to fetuses within the same pregnancy, and variance related to different pregnancies.
Moreover, due to sample size limitations, the results presented in some previous studies are limited to mean values (10, 11) or clinically inadequate percentiles (13) . The present study defines values for different percentiles throughout the second and third trimesters of pregnancy, which will be useful in the clinical setting. In most clinical situations, values at the 5 th -10 th and 90 th -95 th percentiles are used to define the limits of normality.
The present data were collected prospectively and evaluated by only a small number of experienced physicians. These study aspects guaranteed strict adherence to a single, standardized fetal biometry technique and are reflected in the success rate of obtaining adequate ultrasound images from both fetuses in all scans. Accurate gestational age determination is crucial to correctly evaluate and classify fetal growth. In this regard, some previous studies did not report how gestational age was determined (10, 11, 14) , and others were based solely on clinical parameters such as LMP and/or neonatal clinical examination (9) . In the present study, gestational age was confirmed by ultrasound, and antenatal follow-up of all participants was conducted at our Twin's clinic according to previously established protocols. Only data from uncomplicated pregnancies were included in the statistical analysis.
Chorionicity was not a selection criterion for the present study. In fact, in a monochorionic pregnancy, a single placenta is shared by both fetuses, and fetal growth in such pregnancies may be slightly different from that of dichorionic twins. However, only approximately 12% of our cases were monochorionic twins.
Twin pregnancies resulting from assisted reproduction techniques are predominant in several clinical settings. However, due to the social and economic characteristics of our population, the reference ranges presented here are applicable to naturally conceived twins only.
A large dataset from the United States has shown that the mean birth weight in twin pregnancies is lower than that of singletons. Deviation begins at approximately 28 weeks and increases progressively throughout the pregnancy. For instance, at 38 weeks of gestation, the 50 th percentile for twins is equivalent to a singleton's 10 th percentile (1) . Despite lower mean birth weights, perinatal outcomes in twin pregnancies are comparable to those in pregnancies with singletons born at the same gestational age (2) . Furthermore, some studies have shown a survival advantage despite lower birth weights in multiple pregnancies (15, 16) . In multiple pregnancies, the uterine fundal height measurement does not allow an adequate evaluation of growth for each fetus. Therefore, fetal growth assessment is essentially based on serial ultrasound scans. However, most centers still use singleton reference ranges in the assessment of twins' fetal growth. This will inevitably result in frequent misdiagnosis of fetal growth restriction (5) and consequent misclassification of risk. Moreover, under these circumstances, repeat follow-up scans to monitor fetal growth and well-being surveillance are usually scheduled and may potentially lead to parental anxiety and increased risk of mismanagement due to additional false-positive results.
It is therefore plausible that the smaller fetal size characteristic of twin pregnancies constitutes a physiological phenomena; the use of appropriate reference charts for normal fetal growth in twin pregnancies should be advocated to help reduce false-positive diagnoses and unnecessary interventions.
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